Background: Toddalia asiatica root bark as an effective hemostatic natural medicine or Chinese materia medica was applied in China for long history, its complex drug action mechanisms and unclear substance basis have been constraining the development of this drug.
Background
Chinese materia medica as an integral part of traditional Chinese medicine (TCM) system is constantly being applied and validated for curing human diseases and maintaining health over 5000 years of Chinese history and civilization, Chinese materia medica and TCM system have achieved great success and accumulated invaluable experiences in the clinic. Therapeutical effects of TCMs around the world for curing a certain intractable disease are usually from whole outcomes of multiple constituents in the clinic, no matter what single TCM or compound prescription is applied by the patients. Unfortunately, according to new drug criterion of the modern western country, some single compounds extracted and separated from a TCM sometimes can't show definite pharmacological effects in vivo and in vitro while their extracts of original TCMs have obvious therapeutical outcomes either in lab or in the clinic. To finish a suit of GLP, GCP including Phase I-IV, drug register in the local drug administration department and GMP for developing a new drug (natural medicines also need to add GAP in addition to the above) will invest several dozen millions of research cost, undergo dozens of year. Complex drug action mechanisms and drug substances of Chinese materia medica have been worldwide problems until today, unclear effective compounds of Chinese materia medica is a great gulf in the way of TCMs modernization.
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LC-ESI Q-TOF MS
E is a very efficient method under high resolution of Time-of-Fly (TOF) MS and MS E module, helping accurately record, qualify and quantify parent ions, daughter ions. It is a very efficient way to help rapidly elucidate complex drug substances such as TCMs, and then further explain the pharmacological mechanisms [1] [2] [3] . Of course, professional natural medicine databases are essential, Reaxys database (https:// www.reaxys.com/) as a new commercial product of Elsevier company is very useful to chemical scholars, as a combination of Beilstein database, Patent database and Gmelin database, it covers more than 20 million compounds and 30 million chemical reactions, developes many unique searching items such as nature products, reaction rather than SciFinder. It is currently the most comprehensive and largest database of nature products. SIOC chemical database (http://www.organchem.csdb. cn/), CAS developed by Shanghai Institute of Organic Chemistry (SIOC) is the general informational system for chemical and chemical engineering research and development. It consists of more than 20 different chemical databases, such as compound structure database, Chinese traditional medicine, chemical technical information database [4] .
Toddalia asiatica root bark (T. asiatica), or Feilong Zhangxue in Chinese name as Miao minority medicines is dried root bark of Toddalia asiatica (L.) Lam. from Toddalia genus, Rutaceae family. Its original plant distributes in mountains, valley areas of Guizhou, Guangxi, Yunnan province in China. T. asiatica obtains dispelling pathogenic wind and pain, eliminating stasis and hemostasis, subduing swelling and detoxicating in traditional Chinese medicine system. This Miao herbal medicines is always applied in the clinic for treatment of rheumatic arthralgia, stomach pain, hemorrhage, gingival bleeding, etc., which has been recorded in 'Quality standards of Chinese medicinal materials and ethnomedicines in Guizhou (2013 edition)' , standard number: DB52/YC059-2003 [5] . Until now, almost reported literature were focused on whole root, stem parts of T. asiatica [6] , but ignoring the root bark part which is main medicinal part based on traditional ethnomedicine [7] . So it's necessary to scientifically explore the chemical constituents in T. asiatica root bark. Therefore, we will apply such high-resolution tandem MS, assisted with natural product databases to systematically explain the hemostatic chemical constituents from T. asiatica root bark, the finding in this study will help us to deeply realize therapeutical effect of T. asiatica and promote its modernization and new drug development.
Experimental

Materials and reagents
All T. asiatica were collected from Huaxi district, Guiyang city in Sept. 2013 and were identified by Professor Deyuan Chen from School of Pharmacy at Guiyang College of traditional Chinese medicine. A voucher specimen was stored at Standard Library of traditional Chinese medicine and ethnic medicine, School of Pharmacy, Guizhou Medical University. Some dirty root bark were rinsed with water to remove soil particles and were then sundried. T. asiatica samples were ground into powder of the homogenous 24 mesh before the experiment. Acetonitrile (HPLC-pure, Tedia, USA), formic acid (HPLC-pure, Aladdin, China), Methanol (HPLC-pure, Sinopharm, China), Ultra-pure water purified with a Milli-Q water purification system (USA). All other chemicals were of analytical grade.
Extraction and isolation
Ten killogram powder of the dried T. asiatica root bark was extracted nine times through maceration method with 95% ethanol in room temperature. All extraction solutions were combined, filtered by Buchner funnel and concentrated in vacuo to yield extract, which was suspended in pure water. Sequential liquid-liquid extraction for successive sample partition was performed by petroleum ether (PE, bp 60-90 °C), ethyl acetate (EA) and n-butanol (n-B). The extraction and fractionation of T. asiatica root bark were according to Fig. 1 . For hemostatic activity of all different polarity fractions of T. asiatica root bark, bleeding time (BT), amount of bleeding (BA) and clotting time (CT) were as efficacy evaluation indexes by typical mouse tail-cutting method and glass capillary tube method in our previous study [8] , average values of BT, BA and CT were (59.67 ± 12. 31) s, (4.42 ± 1.67) mg and (79.67 ± 5.57) s under administration of 1.50 g kg −1 ethyl acetate fraction of 95% ethanol extract in Kunming mice, ethyl acetate fraction was found to be the most potential part for further study on hemostatic active substance basis. Systematic separation and purification for main hemostatic natural products from T. asiatica root bark were carried out (Fig. 1) .
Chromatographic separation
Chromatographic separation was performed on a Waters ACQUITY UPLC instrument system coupled to a photodiode array detector (PDA), a binary pump, an autosampler and a column compartment (USA), using an Agilent ZORBAX SB-C18 RRHD column (150 mm × 2. 
ESI Q-TOF MS E conditions and data analysis
A Waters Xevo G2-XS Q-TOF (quadrupole time-offlight) Mass Spectrometer (USA) hyphenated with the Waters ACQUITY UPLC equipped with an ESI source was applied for rapidly identifying the major constituents in ethyl acetate fraction showing hemostatic activity, based on systematic database retrieval. Mass spectrometer and UPLC system were controlled by MassLynx ® v4.1 software (Waters, USA). The UPLC effluent after chromatographic separation was introduced into the ESI source without splitting ratio. Data collection was achieved by MS E methodology using two interleaved scan functions with independent collision energies. In this way, a low collision energy scan (Function 1) is immediately followed by a scan in which the collision energy (Function 2) is ramped over a higher range to induce fragmentation of the ions transmitted through the quadruple. This approach enables the simultaneous acquisition of intact precursor ions (protonated molecule [M+H] + ) and related fragmentions from a single analysis. Each sample was determined in both negative and positive ion modes separately to offer sufficient fragment information.
In this experiment, the related MS parameters were programmed as follows. In MS E centroid section: (1) 
Results and discussion
Extraction and isolation
After removing the solvent under reduced pressure, 1390.5 g ethyl acetate fraction was subjected to silica gel column chromatography (CC) and was eluted to get fractions 1-11 using a step-gradient solvent system of ethyl acetate (EA):petroleum ether (PE) (0:100 → 100:0 . These are similar to the data of Ref. [12] , and phellopterin was confirmed.
Identification of the constituents in ethyl acetate part by ESI Q-TOF MS
E
High-resolution LC-MS/MS analysis was performed to analyze the major constituents in ethyl acetate fraction showing hemostatic activity, all exact molecular weights, all negative and positive ion mode TICs and the secondary daughter ion fragments have been collected by UPLC-ESI Q-TOF MS E detection module (Fig. 2) , we totally extracted 47 chromatographic peaks in UPLC-ESI-Q-TOF MS E TIC chromatograms of the liposoluble extract, the deduced molecular formulas from detected exact molecular weights were then easily calculated, commonly accepted <5 ppm threshold and >90 of Fit Conf % of the molecular formulas were finally adopted in this study (Figs. 3, 4, 5, 6 ). By searching reported known natural products from this herbal medicine in Reaxys database and SIOC chemical database through those deduced molecular formulas and detected exact molecular weights (Table 1) , tentative identification of the constituents in ethyl acetate part of T. asiatica was done firstly. Then the conclusive research reports in the literature about this herbal medicine in CNKI [13] were systematically found out by searching target molecular formulas and this herbal medicine name T. asiatica, 飞 龙掌血 or Feilong Zhangxue. The preliminarily deduced compounds were further screened and confirmed. After that, feasible fragmentation pathways of the very-likely candidate compounds from T. asiatica and their chemical structures were all analyzed and withstood the scientific scrutiny according to the tested negative or positive mode MS E information, the usual fragmentation pathways contained -CH 3 , -OCH 3 , -OH, -CO, -C 2 H 4 , etc. The differences of chromatographic retention behavior of similar natural compounds were also applied to ensure the correct results between those easily confused compounds.
Here we took Cp.23, Cp.29 as examples to clarify the identification process of proposed practical strategies in this study. Cp.23 was separated as a peak in t R 13 (Figs. 5, 6 ). Reaxys database showed three natural compounds with the same molecular formula (C 16 H 16 O 4 ) from T. asiatica (Table 1) , dehydrocoumurrayin was finally confirmed through the literature reference, the polarity difference between the compounds.
Other natural products were identified following the same manner. Isopimpinellin (Cp.23), pimpinellin (Cp.24), coumurrayin (Cp.30), phellopterin (Cp.34) as main isolated compounds in this part of T. asiatica root bark through our natural product extraction and separation were also detected and verified through these strategies. As a result, a total of 31 natural compounds in T. asiatica root bark got identified or putatively characterized based on above-mentioned strategies (Figs. 7) . 
Conclusion
In this report, hemostatic chemical constituents from natural medicine T. asiatica root bark were first investigated by LC-ESI Q-TOF MS E and bioassay-guided compounds' extraction and isolation from this natural medicine. There were totally 31 natural compounds in T. asiatica root bark which got putatively characterized, four main coumarins were purified and identified. These findings would show us more clear material basis of this complex medicine, guiding further pharmaceutical research of T. asiatica efficiently and comprehensively.
Our study illustrated that the sensitive UPLC-Q-TOF analytical system combined with the MS E method of fragmentation data collection and natural product databases, allows a relatively rapid and reasonable investigation of the reported and unknown compounds in this complex TCM sample T. asiatica. This proposed method could be a candidate strategy to study TCM or other complex natural medicines so far in facing current bottleneck situation of natural medicine development, this would better promote development and application of natural medicines and their medicinal resources. 
